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Fig. 3 
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Cut with Sad | 
Blunt ends ^ 

Cut with EcoRI 
Isolate 2.0 kb fragment" 
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, r Cut with BstXI and EcoRI 
< r Digest with Exonuclease III 
, r Blunt with mung bean nuclease 
, r Ligate 

BglU Gcr Start 
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Bglll Gcr Start 
GAAGAICiTCCCACATGGCTG.... 
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Purify 1.9 kb gcrD2I 
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Change CCCRCRTGG lo CCBCCRTGG 
by oligo directed mutagenesis 



Bglll OCR Start 

...GRBGBTCTTCCBCCRT6GCTG. 
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SY40 splice 
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Hindlll(2354) 
| Cut v/Bglll end blunt ends w/T4 polymerase 

I' Red rcularize with T4ligase (ligate) 
j Cut v/Hindlll and blunt ends 
Ugate to Bglll linkers 
Cut v/Bglil and ligate to reci rcularize 



amp 



Digest pGB9.D21C v/Bglll 
.. I 

Isolate fragment containing gcr.D21C 



on 




BmiHI 

SY40 poly-A 



SY40 splice 



Li gate 



ECDBI 



on 



rwii 




SY40 poly-A 



SY40 splice 



dhfr 



gcr.D2!C 




1-968 SV-«0 
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Isolate 2.9 Kb fragment 
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I EcoRI and BamHI digest 

Bl unt ends and reci rcul8rize 
I Change Pstl cloning site 
Y to BamHI with a BamHI linker 
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